SUPPLEMENTARY METHODS

Generation of actin binding protein (ABP) nanobodies
Nanobodies were obtained in collaboration with the Vlaams Instituut voor Biotechnologie (VIB) Nanobody Service Facility as previously described [1] [2] [3] . Briefly, a llama or alpaca was immunized by subcutaneous injection of the antigen on days 0, 7, 14, 21, 28 and 35. On day 39, anticoagulated blood was collected and lymphocytes were isolated. A nanobody library was constructed and screened for the presence of antigen-specific nanobodies. Therefore, total RNA from peripheral blood lymphocytes was used as template for first strand cDNA synthesis with oligodT primers. Using this cDNA, the nanobody encoding sequences were amplified by PCR and cloned into the PstI and NotI sites of the phagemid vector pHEN4.
Subsequently, multiple rounds of phage panning were performed on solid-phase coated antigen in order to isolate antigen-specific nanobodies. The enrichment for antigen-specific were assessed using a Luna-II automated cell counter (Logos Biosystems, Gyeonggi-do, South Korea). In case of CTTN shRNA1 cell line, 1.5 x 10 5 cells were seeded and induced 72 h before they were grown on serum-free medium (again with or without dox). Data were analysed using a two-sided t test (n = 3, α = 0.05, Shapiro-Wilk normality test passed) using GraphPad software, for each cell line comparing its induced + dox/ CK-666 to its non-induced -dox/ DMSO control (identical colours on the graph), respectively.
EV characterization
EV density
EV density ρ was determined according to the protocol mentioned in 
EV protein analysis by shotgun mass spectrometry (MS)
EV+ fractions were analysed for protein content using shotgun MS and in collaboration with the Proteomics Expertise Center (VIB Proteomics Core, VIB-UGent Center for Medical Biotechnology, Department of Biomolecular Medicine, Ghent University, Ghent, Belgium).
Briefly, equal amounts of EV+ fractions were mixed to a total volume of 30 µl. Proteins were denatured using a urea lysis buffer (8 M urea in 20 mM HEPES, pH 8), followed by reduction of each group (-dox and + dox) were label-free quantified. Only proteins detected in three replicates of at least one group were selected for further quantification.
Gelatin zymography
1 x 10 6 HT-1080 and MDA-MB-231 cells were seeded in a 1 mg/ ml collagen matrix that was allowed to polymerize for 1 h at 37 °C. After 15 h incubation in serum-free medium, 2 µg of conditioned medium proteins were analysed by means of gelatin zymography, as was described before 1 .
